27
SDS). Digested fragments were extracted with phenol-chloroform and examined through gel 28 electrophoresis. DNase I digestion produced a smear of low-molecular-weight DNA fragments with the bulk of high-molecular-weight fragments. Fragments of ≤ 500 bp were recovered from 30 gels and purified using MinElute spin columns (QIAGEN, Dusseldorf, Germany) to construct a 31 sequencing library.
32

Validation of DNase I digestion products
33
Real-time quantitative PCR (RT-qPCR) was performed to determine the degree of DNase I 34 digestion. Three regions were selected for validation: a protein-coding region of S1 35 endonuclease, a random intergenic region and the promoter region of bipA. A. oryzae RIB40 36 samples for RT-qPCR were obtained as for DNase-seq, and the sample concentrations were 37 determined through spectrophotometry. The primers for RT-qPCR are listed in Supplementary 38 Table 9 . RT-qPCR reactions, including 10 µL of reaction mixture with 50 ng DNase I digestion 
45
Briefly, purified DNase I digestion fragments (< 500 bp) were subjected to end repair using T4
46
DNA polymerase, Klenow fragment and T4 polynucleotide kinase. Following end repair, an 'A' 47 base was added to the 3' end of the blunt phosphorylated DNA fragments using Klenow 48 fragment. After purification, Illumina adapters were ligated to the ends of the DNA fragments.
49
Adapter-ligated DNA fragments were purified and further enriched through PCR amplification 50 using only 16 cycles. The amplified libraries were purified and assessed using a library quality 
57
provided directly by BGI Shenzhen (China), were deposited in SRA at NCBI under accession 58 numbers SRX607943 and SRX610905.
Computing DNase I dinucleotide cleavage
60
The resulting reads were aligned to the A. oryzae RIB40 genome retrieved from AspGD
61
(version s01-m06-r03, www.aspergillusgenome.org) using Bowtie (2) version 0.12.5 with the 
76
The result file of aor.dnaseI.tagCounts.bed was used for following genomic footprinting 77 analysis.
78
Uniquely mappable nucleotide positions in the A. oryzae genome
79
The mappability map was constructed for each base pair in the genome, counting the number 
131
DNase I hypersensitive sites (DHSs) were identified as significant tag density peaks within
132
DNase I sensitive regions.
133
Hotspot ran with the modified parameters that were contained in the file 'runall.tokens. 
172
Known motifs of TFs were used to scan intergenic regions of the A. oryzae genome for 173 candidate binding sites using FIMO software (7). We buffered (±100 nucleotides) a motif 174 instance of the candidate binding site, and at each base position, we counted the number of 175 uniquely mapped DNase I tags with 5' ends mapping to the position as specific experimental 176 data. We combined genomic information with specific experimental data using the MILLIPEDE 177 model (11) to estimate the probability that the candidate binding site was bound. We focused 
205
The total RNA from A. oryzae cultured under DPY medium was extracted using RNAiso TM Plus
206
(TaKaRa, Japan), treated with RNase-free DNase I (TaKaRa, Japan) and purified. The RNA
207
integrity was analysed using an Agilent Technologies 2100 Bioanalyzer.
208
A strand-specific RNA-seq library was prepared according to the method of Parkhomchuk et al 
227
The resulting reads were mapped to the A. oryzae RIB40 genome and genes annotated by 
